Since Gαolf shares 88% amino-acid identity with Gαs, the homology model of Gαolf was constructed on the basis of the crystal structure of the Gαs (1AZT). The Gαs crystal structure (green) and the Gαolf model (gray) were overlaid. The Gαolf model results in root mean square deviations of 0.31 Å, indicating a good fit between the model and the reported structure. A, The assay design for optimizing stoichiometric Gαolf/Gβ2γ7 trimer. In the absence of exogenous Gα subunit, expression of masGRK3ct-Nluc with Venus-Gβ2γ7 produces masGRK3ct-Nluc-bound Venus-Gβ2γ7, and results in high basal BRET signal. In this condition, agonist application does not increase BRET signal because there is no functional trimer formation. Additional expression of Gαolf sequesters Venus-Gβ2γ7 from masGRK3ct-Nluc and decreases the BRET signal. Under optimal condition, agonist application induces robust BRET increase, indicating Gαolf/Gβ2γ7 trimer formation. Therefore, the transfection condition producing 1:1 ratio of Gαolf and Gβ2γ7 is expected to minimize basal BRET ratio (before agonist application) and maximize 
